wo 2004/026910 



PCT/IN2002/000192 



CO) 

0 



1/7 



5^ .'^i? 



Mr 




1 2 3 



<- 116 kDa . 
<- 98 kDa 

|<- 66 kDa 

92 IdJa, GyrA 



(iii) 



I' 



I 
•5 


























1 


2 


3 


4 


5 



B 



Enzyme 
mAb (IgG) 
(Fab) 



M. smegmatis Gyrase 



+ + + 
C3 - H11 
- C3 - 



H11 



+ + + + 
E9 - NMS - 
- E9 - NMS 



^^.z: fyam 



BEST AVAILABLE COPY 



wo 2(KM/026910 



M/527 83 

PCT/IN2002/000192 



2/7 



DNA 
Gyrase 



Antibody — _ + 



B 




Enzyme (Units) 
CFX 

niAb(15^g/mI) 


- 0.01 0.1 0.5 1 5 0.01 0.1 0.5 1 5 

+ + + + + + ++ + 4.4. 


Substrate — > 

Cleavage rj 
products 


^^^^^^^^^^ 




+ 
m 



Fig. 2 



BEST AVAIUBLE COPY 



wo 2004/026910 



10/527 834 

PCT/IN2002/000192 



3/7 



A. M, smegmatis DNA gyrase 





CFX^^ — 1 






1 Enzyme 
1 CFX(ng/inI) 




4- + + + + 

- 1 5 10 20 


+ + + + +- 

- 10 50 100 200 - 






BO OBV B«C 9«e GBS 


099$ m eta essd t&cKi 






^ i.,- w 






R 


Cfic sensitive 


Cficfcsistant 


S 



B. M. smegmatis DNA gyrase 

MsGyrA:C3 ^ MsGyrA:C3 



Enqroc 
C3.ig(tig/ml) 



-+ + + + + + + + + +. 

- - 0.75 1.5 3.0 6.0 - 0.75 1.5 3.0 6.0 




Cfics 



Cfic resistant S 



D. Effect of MsGyrA:H1 1 on quinolone resistant 
M. smegmatis DNA gyrase 



C. Ofloxacin resistant M, tuberculosis DNA gyrase 

CFX ()ig/ml) ^ MsGyrA:C3 (fig/ml) 



Enzyme 
CFX/mAb 



-+++ + + + + + +- 
- - 1 5 10 20 1.8 3.6 7,5 15 - 



^ ^ '•^ r. , 

US' ^ ^ 





BEST AVAIUBLE COPY 



PCT/IN2002/000192 



4/7 



A Kd(M) 

IgG 2.96X lO-'o 

Fab 1.68X10-«» 

scFv 2.17X10-'o 




BEST AVAIUBLE COPY 



wo 2004/026910 



PCT/IN2002/000192 



5/7 



1 - GCCCAGGTGAAACTGCAGCAGTCTGGGGCTGAATTGGTGAGGCCTGGGGCTTCAGTGAAG -60 
-AQVKL QQSGAELVRPGASVK 

61 - TTGTCCTGCAAGGCTTCTGGCTACAGCTTCACCGTCTACTATATTTACTGGGTGAAACAG -120 
-LS CKA SGYSFTVYYIYWVKQ 

121- AGGCCTGGACAAGCCCTTGAGTGGATTGGAGAGATTAATCCTAGCAATGGTGGTACTAAC -180 
-RPGQALEWIGE INPSNGGTN 

1 8 1 - .TTCaATGAAAAGTTCAAGACCAAGGCCACACTGACTGTAGACAAATCCACCT^GC^ -240 
-FNEKFKTKATL tV D KS T STV 

241- TACATGCAACTCAGCAGCCTGACATCTGAAGACTCTGCGGTCTATTACTGTACAAGATGG -300 
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661- CACTGT66ACA6ACTTACAGCTATCCATTCACATTCGGCTTGGGGACAAAGTTGGAAATA -720 
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-KRAAAGAPVPYPDPLEPRAA 
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